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RECEIVED 
CENTRALBttGENTER 

MAR 2 2 2U07 

Amendments to the CTaims: 

This listing of claims wiU leplace all prior versibns and listings of claims in the 
application. 
Ltotlpg of Claims: 



1 . (ORIGINAL) A primer set comprising at least 
nucleic acid sequence to be amplified, 

wherein a first primer included in the primer s4\ 



sequence (Ac') that hybridizes to a sequence (A) located in the 3* end portion of the 



target nucleic acid sequence, and also contains, on the 



sequence (B') that hybridizes to a complementary scqifcnce (Be) to a sequence (B) that is 



present on the side with respect to the sequence (A) 
and 



(hvo primers that allows a target 



contaln$,jin its 3' end portion, a 



side of the sequence (Ac'), a 



in the target nucleic acid sequence, 



a second primer included in the primer set con j tins, in its 3' end portion, a 
sequence (Cc') that hybridizes to a sequence (C) located in the 3*iend portion of a 
complementary sequence to tbe target nucleic acid sec tience, andlalso contains, on tl^ S' 
side of the sequence (Cc*). a folded sequence (D-Dc') 
two nucleic acid sequences that hybridi:&e to each othdi . 



2- (ORIGINAL) The primer set according to claitti 
primer that hybridizes to the target nucleic acid sequetijce 
thereto, 

wherein the third primer does not compete witl: 
the target nucleic acid sequence or die complejnentar) 



hat contains, on the same strand. 



1 , further- comprising a third 
or the complementary sequence 



3, (ORIGINAL) The primer set according to ctailji 1 , wherein in the first primer, 
when no intervening sequence is present between the 
(B*), a ratio PC'Y)/?C}S in a range of -1.00 to 1.00, wh^re A* denotes 
contained in the sequence (Ac*) while Kindicates 
region flanked by the sequence (A) and the sequence 
sequence, and when an intervening sequence is preset : 



other primers for hybridization to 
sequence thereto. 



sfequence (A^*) and the sequence 
the number of bases 
of b'ases contained in a 
in the target nucleic acid 
between the sequence (Ac^) and 



Ae t umber ( 



:B)i 
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the sequence (B') in the primer, a ratio (X'fV'Y'JJ/XiB m a laoge of -1 .00 to 1.00, where 
A* and 2^ denote the same as described above, and Y' indicates the number of bases 
contained in the intervening sequence. \ 

4. (ORIOINAL) The primer set according to claim 1 , wherein in the second primer, 

the folded sequence (D-Dc*) has a length of 2 to 1000 nucleotidesi 

i 

5. {ORIGINAL) The primer set according to claim 1, wherein at least one primer 
included in the primer set has a solid-phase support or a site that ckn bind to a solid-phase 
support. 

4 

M 

\ 

6. (ORIGINAL) The primer set according to claim 5, wherein the solid-phase 
support is one selected from the group consisting of a water-insoluble organic polymer 
support, a water-insoluble inorganic polymer support, a synthetic polymer support, a 
phase transition siq)port, a metal colloid, and a magnetic particle. ^ 

7. (ORIGINAL) The primer set according to claim 5, wherein the site that can bind 
to a solid-phase support is selected j&om the group consisting of biotin, avidin, 
streptoavidin, an antigen, an antibody, a ligand, a receptor, a nucleic acid, and a protein. 

4 

8. (CURRENTLY AMENDED) A method of amplifying a t^get nucleic acid 
sequence contained in a template nucleic acid, the method comprising: 

(a) preparing a template nucleic acid containing a target ni^leic ajcid sequence; 

(b) preparing a primer set accordmg to any oneof oloims l: to 7 claim 1 : and 

(c) performing a nucleic acid amplification reaction in the presence of the 
template nucleic acid using the primer set. ? 

9. (ORIOINAL) The method according to claim 8, wherein ike nucleic acid 
amplUtcation reaction is performed isothermally. 
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10. (ORIGINAL) The method according to claim 8, wherein A polymerase having 
strand displacement ability is used. 

1 1 . (ORIGINAL) The method according to claim 8, wherein Uie nucleic acid 
amplification reaction is performed in the presence of a mching temperattre adjustiitg 
agent. 

1 2. (ORIGINAL) The method according to claim 1 1 , wherein the melting 
temperature adjusting agent is dimethyl sulfoxide, betaine, formainide, glycerol, or a 
mixture of two or more of them. ' 

1 3* (ORIGINAL) The method according to claim 8, wherein the nucleic acid 
amplification reaction is performed in the presence of an enzymejstabilizing agent. 

14. (ORIGINAL) The method according to claim 13. vilicFein the enzyme stabilising 
agent i$ trehalose^ sorbitol, mautxxtol, or a mixture of two or more'of tfiem. 

1 5. (CURRENTLY AMENDED) A method of detennining ttie presence or absence 
of a mutation in a nucleic acid sequence contained in a nucleic acid sample, the method 
comprising: 

(a) preparing a nucleic acid sample; 

(b) preparing a primer set according to any onoK^f olaimo I to 7 claim .1 that is 
designed so tliat a nucleic acid sequence with or without the mutation serves as a target 
nucleic acid sequence, and a nucleotide residue associated with the mutation is contained 
in a sequence (A), a sequence (B), or a sequence (C); and . 

(c) performing a nucleic acid amplification reaction in the presence of the nucleic 
acid sample using the primer set. 

16. (ORIGINAL) The method according to claim 1 5, wherciri in the process (b), a 
primer set Is prepared that is designed so that the nucleotide residue associated with the 
mutation is contained in the sequence (A). 
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17. (ORIGINAL) The method according to claim 15, ivherein in the process (b), a 
primer set is prepaj«d that is designed so that the nucleotide rc$^d^e associated with the 
mutation is contained in the sequence (B). 

18. (ORIGINAL) The method according to claim 1 5, wherein in the process (b). a 
prinicr set is prepared that is designed so that the nucleotide residue associated with the 
mutation is contained in the sequence (C). i 

19. (ORIGINAL) The method according to claim 1 5, wherein the nucleic acid 
amplification reaction is performed in the presence of a mismatch binding protein. 

20. (ORIGINAL) The method according to clahn 1 5, wherein the nucleic acid 
amplification reaction is performed isothermally. 

21 . (ORIGINAL) The method according to claim 1 5, whcrci^ a polymerase having 
strand displacement ability is used. 

22. (ORIGINAL) The method according to claim 1 5, wherein the nucleic acid 
amplification reaction is performed in the presence of a melting temperature adjusting 
agent, j 

23. (ORIGINAL) The method according to claim 22, wherein die melting 
temperature adjusting agent is dimethyl sulfoxide, betaine, fbrmamide, glycerol, or a 
mixture of two or more of them. 

24. (ORIGINAL) The method according to claim 15, wherein the nucleic acid 
amplification reaction is performed in the presence of an enzyme stabilizing agent. 

25. (ORIGINAL) The method according to claim 24, wherein the enzyme stabilizing 
agent is trehalose, sorbitol, mannitol, or a mixture of two or more of them. 

! 
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26. (CURRENTLY AMENDED) A method of detetmining the presence or absence 
of a deletion or insertion of a sequence in a nucleic acid scquence!Contained in a nucleic 
acid sample, the method comprising: 

(a) preparing a nucleic acid sample; 

(b) preparing a primer set according to any on e of claima 1 to 7 c^almj. that is 
designed so that a nucleic acid sequence with or without a sequence associated with a 
deletion or insertion serves as a target nucleic acid scquenc^y and .a site associated with 
the deletion or insertion is contained 3n a sequence (A), a sequence (B), or a sequence 
(C), or is positioned between the sequence (A) and the sequence (B) or between the 
sequence (A) and the sequence (C); and 

(q) performing a nucleic acid amplification reaction in thejpresence of the nucleic 
acid sample using the primer set. 

27. (ORIGINAL) The method according to claim 26, wherein in the process (b), a 
primer set is prepared that is designed so that the site associated with the deletion or 
insertion is positioned between the sequence (A) and the sequence (B). 

28. (ORIGINAL) The method according to claim 26, wherein' the sequence associated 
with the deletion or insertion is an intronic sequence that is contained in a gene on a 
genome. 

29. (ORIGINAL) The method according to claim 26, wherein the target nucleic acid 
sequence is mRNA. 

30. (ORIGINAL) The method according to claim 26, whereiii the nucleic acid 
amplification reaction is performed isothermdlly. 

3 1 . (ORIGINAL) The method according to claim 26, wherein a polymerase having 
strand displacement ability is used. 
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32. (ORIGINAL) The method abcotding to claim 26, wherciij the nucleic acid 
amplification reaction is perfonncd lin the presence of a melting tpmperature adjusting 
agent. 

33. (ORIGINAL) The method according to claim 32, wherein the melting 
temperature adjusting agent is dimejthyl sulfoxide, betainc, formamide, glycerol, or a 
mixture of two or more of them. \ 

34. (ORIGINAL) The method according to claim 26» wherein the nucleic acid 
amplification reaction is perfoimediin the presence of an enzyme stabilizing agent. 

I 

35. (ORIGINAL) The method according to claim 34, wherein the enzyme stabilizing 
agent is trehalose, sorbitol mannltdl, or a mixture of two or more of them. 

36. (ORIGINAL) A method of determining the prc&ence or absence of a mutation in a 
nucleic acid sequence contained in ja nucleic acid sample^ the method comprisii^: 

(a) preparing a nucleic acid Isample; 

(b) preparing a primer set that allows a target nucleic acid sequence containing a 
site associated with a mutation to bb amplified, the primer set b^ng designed so that 
when at least one primer included h, the primer set hybridizes to]a micleic acid sequence 
contained in die nucleic acid sampfc or a complementary scquerfce thereto, at least one 
mismatch occurs between the at leist one primer and the nucleic; acid sequence or the 
complementary sequence thereto, depending on the presence or l^bsence of the mutation; 
and \ 

(c) performing a nucleic acid amplification reaction in itk presence of a substance 
having mismatch recognition ability, using the primer set in which the nucleic acid 
sample serves as a template. 

37. (ORIGINAL) The method kccording to claim 36, whercfe the primer set allows 
the target nucleic acid sequence tolbe amplified isothcnnally^ and the nucleic acid 
amplification reaction is performed isoihermally, \ 

\ 
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38. (ORIGINAL) The method abcording to claitti 36. wherein; the sub$taace having 
mismatch recognition ability is a mismatch binding protein, 

39. (ORIGINAL) The method abcording to claim 38, wherein the mismatch btoding 
protein is MutS, MSH2, MSH6, or a mixture of two or more of them- 

40. (ORIGINAL) The method folding to claim 36, wherein a first primer included 

in the primer set contcuns, in its 3* end portion, a sequence (Ac') that hybridizes to a 

■J 

sequence (A) located in the 3^ end {portion of die target nucleic acid sequence, and also 
contains, on the S' side of the sequence (Ac^, a sequence (B') that hybridizes to a 
complementary sequence (Be) to ajsequence (B) that is present on the S' side with respect 
to the sequence (A) in the target nul^teic acid sequence. 

41 . (ORIGINAL) The method dccording to claim 40, wherein the first primer is 
designed so that at least one misme^ch occurs between the sequence (A) and the sequence 
(Ac'X depending on the presence of absence of the mutation. < 

42. (ORIGINAL) The method Recording to claim 40, wherein the first primer is 
designed so that at least one mismcitcb occurs between the sequence (Be) and the 
sequence (B')> depending on the pitesence or absence of the mutation. 

43. (ORIGINAL) The method ^cording to claim 36, wherein a second primer 
included in the primer set contains,' in its 3* end portion, a sequence (Cc') thai hybridizes 
to a sequence (C) located in the 3' bnd portion of a complementary sequence to the target 
nucleic acid sequence, and also coi^tains, on die S* side of the sequence (CC), a folded 
sequence (D-Dc*) that contains, on! the same strand, two nucleic 4cid sequences that 
hybridize to each other. ; 
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44. (ORIGINAL) The method according to claim 43, t^^rcin-the second primer \s 
designed so that at least one mismatch occurs between the sequence (C) and the sequence 
(Cc'), depending on the presence or absence of the mutation- 1 

i 

45. (ORIGINAL) The method according to claim 36, wherein the primer set further 
comprises a third primer that hybridizes to the target nucleic acid;sequence or a 
complementary sequence thereto and that docs not compete with other primers for 
bybriditation to the target nucleic add sequence or the complementary sequence thereto. 

46. (ORIGINAL) The method according to claim 45, wherein the third primer is 
designed so that v/hm the third primer hybridizes to the nucleic i^id seqtience contained 
in the nucleic acid sample or the complementary sequence thereto, at least one mismatch 
occurs between the third |nimer and the nucleic acid sequence orjthe complementary 
sequence thereto, depending on the presence or absence of the mutation. 

• 

47. (ORIGINAL) The method according to claim 36, wherein a polymerase having 
strand displacemem ability is used ' 

i 
I 

48. (ORIGINAL) The method according to claim 36, wherein the nucleic acid 
amplification reaction Is performed in the presence of a melting temperature adjusting 
agent 

49. (ORIGINAL) TIse method according to claim 48^ wherein the melting 
temperature adjusting agent is dimethyl sulfoxide, betaine, form^nide, glycerol, or a 
mixture of two or more of them. 

50. (ORIGINAL) The method according to claim 36, wherein the nucleic acid 
amplification reaction is perfoimed in the presence of an enzyme! stabilizing agent. 

51. (ORIGINAL) The method according to claim 50, wherein the enzyme stabi1i:ring 
agent is trehalose, sorbitol, maimitol, or a mixture of two or more of them. 
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52. (ORIGINAL) A kit for detennittlng the presence or absence of a mutation in a 
Ducleic acid sequence contained in a nucleic acid sample, the kit comprising: 

(a) a substance having mismatch recognition ability; and 

(b) a primer set that allows a target nucleic acid sequence cont^ning a site associated 
with a mutation to be amplified^ at least one primer included in the primer set being 
designed so that when the at least one primer hybridizes to the nucleic acid sequence 
contained in the nucleic acid sample or a complementary sequencjs thereto, at least one 
mismatch occurs between the at least one primer and the nucleic acid sequence or the 
complementary sequence thereto, depending on the presence or absence of the mutation. 

53. (ORIGINAL) The kit according to claim 52, wherein the primer set allows the 
target nucleic acid sequence to be amplified isothermally. ] 

54. (ORIGINAL) The kit according to claim 52, herein the substance having 
mismatch iccognition ability is a mismatch binding protein. \ 

55. (ORIGINAL) The kit according to claim 54, wherein the Mismatch binding 
protein is MutS, MSH2, MSH6, or a mixture of two or more of them. 

56. (ORIGINAL) The kit according to claim 52, wherein a first primer included in the 
primer set contains, in its 3' end portion, a sequence (Ac') that byjbridizes to a sequence 
(A) located in the 3' end portion of the target nucleic acid sequence, and also contains, on 
the 5* side of the sequence (Ac'X a sequence CB')that hybridizes-to a complementary 
sequence (Be) to a sequence (B) that is present on the 5' side with respect to the sequence 
(A) in the target nucleic acid sequence. 

57. (ORIGINAL) The kit according to claim 56. herein the first primer is designed 
so that at least one mismatch occurs between the sequence (A) arid the sequence (Ac*), 
depending oo the presence or absence of the mutation. ; 
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58. (ORIOINAL) The kit according to claitt 56, wherein liie first primer is designed 
so that at least one mismatch occurs between the sequence (Be) ahd the sequence (B'), 
depending on the presence or absence of the mutation. , 

59. (ORIGINAL) The kit according to claim 52, wherein a s^ond primer included in 
the primer set contains, in its 3' end portion, a sequence (CC) th^ hybridizes to a 
sequence (C) located Id the 3' end portion of a complementary S(?quencc to the target 
nucleic acid sequence, and also containj, on the 5' side of the sequence (Cc*), a folded 
sequence (D-Dc') that contains, on the same strand, two nucleic pcid sequences that 
hybridize to each other. 

60. (ORIGINAL) The kit according to claim 59, wherein theisccond primer is 
designed so that at least one mismatch occurs between the sequwice (C) and the sequence 
(Cc'), depending on the presence or absence of the mutation. ] 

61 . (ORIOINAL) The kit according to claim 52, further comprismg a third primer 
that hybridizes to the target nucleic acid sequence or a complementary sequence thereto, 
wherein the thiid primer does not compete with other primers for hybridization to the 
target oueleic acid sequence or the complementary sequence thereto. 

62. (ORIGINAL) The kit according to claim 61 , wherein the third primer is designed 

so that when the third primer hybridizes to Ihc nucleic acid scqiience contained in the 

nucleic acid sample or the complementary sequence thereto, at least one mismatch occurs 

between the third primer and the nucleic acid sequence or the opmplementary sequence 

thereto, depending on fte presence or absence of the mutation. . 

< 

63. (ORIGINAL) The kh according to claim 52, further comprising a polymerase 
having strand displacement ability. ; 

64. (ORIGINAL) A method of deteimining the presence ormbsence of a mutation in a 
nucleic acid sequence contMned in a nucleic acid sample, the method comprising: 
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(a) preparing a nucleic acid sample; j 

(b) pttparing a primei set that aUows a target nucleic add ^acqwnce containing a 
site associated with a mutadon to be amplified; 

(c) preparing a nwleic acid fragment that hybridizes to thfe target nucleic acid 
sequence and that is designed so that when the nucleic acid fragment hybridizes to a 
nucldc acid sequence contained in the nucleic acid sample or a complementary sequence 
d««eto» at least one mismatch occu« between the nucleic acid fragment and the nucleic 
acid sequence Of the complementary sequence thereto, depending on the presence or 
absence of the mutation; and 

(d) performing a nucleic acid amplification reaction in the presence of a substance having 
mismatch recognition ablBty and the nucleic acid fragment, uaing the primer set in which 
the nucleic acid sample serves as a template. 

65. (ORIGINAL) The method according to claim (54. wherein the primer set allows 
the target nucleic acid sequence to be amplified isothermally, anjj the nucleic acid 
amplification reaction is performed isodiennally. 

66. (ORIGINAL) The method according to claim 64, wherci^ the substance having 
mismatch recognition ability is a mismatch binding protein. 1 

67. (ORIGINAL) The method according to claim 66, wherein the mismatch binding 
protein is MutS, MSH2, MSH6, or a mixture of two or mote of them. 

68. (ORIGINAL) The method according to clafan 64, wherein a first primer included 
hi the primer set contains, in its 3' end portion, a sequence (Ac'5 that hybridizes to a 
sequence (A) located in the 3» end portion of the target nucleic icid sequence, and also 
comauis, on the 5- side of the sequence (AC), a sequence (B') ^at hybridizes to a 
complementary sequence (Be) lo a sequence (B) that is present jon the 5' side with respect 
to the sequence (A) in the target nucleic acid sequence. 
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69. (ORIGINAL) The method according to claim 64, whcrcin'a second primer 
included in the primer set contains, in its 3' end portion, a sequence (Cc") that hybridizes 
to a sequence (C) located in the 3' end portion of a complementaijy sequence to the target 
nucleic acid sequence, and also coTitains, on the 5' side of the sequence (Cc*), a folded 
sequence (D-Dc') that contains, on the same strands two nucleic acid sequences that 
hybridize to each other. ■ 

70. (ORIGINAL) The method according to claim 64, wherein; the primer set further 
comprises a third primer that hybridizes to the target nucleic acidisequence or a 
complementary sequence thereto and that docs not compete with jsther primers for 
hybridization to the target nucleic acid sequence or the complcmentaTy sequence thereto. 

? 

7 1 . (ORIGINAL) The method according to claim 64, Viiierein a polymerase having 
strand displacement ability is used. • 

72. (ORIGINAL) The method according to claim 64, wherein the nucleic acid 
amplification reaction is performed in the presence of a melting temperature adjusting 
agent. j 

73. (ORIGINAL) The method according to claim 72, wherein the melting 
temperature adjusting agent is dimethyl sulfoxide^ betainc, fonnamide, glycerol, or a 
mixture of two or more of them. 

74. (ORIGINAL) Hie method according to claim 64» wherein the nucleic acid 
amplification reaction is performed in the presence of an enzyme'stabilizing agent 

75. (ORIGINAL) The method according to claim 74, whereiri the enzyme stabilizing 
agent is trehalose, sorbitol, raannltol, or a mixture of two or more^ of them, 

76. (ORIGINAL) A kit for detennining the presence or abserjce of a mutation in a 

nucleic acid sequence contained in a nucleic acid sample, the kit comprising: 

t 

■i 
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(a) a substance having mismatch recognition ability, and 

(b) a primei set that allows a target nucleic acid sequence' containing a site 
associated with a mutation to be amplified; and 

(c) a nucleic acid fragment that hybridizes to the target nucleJc acid sequence, the 
nucleic acid fragment being designed so that when the nucleic a^id fragment hybridiws 
to the nucleic acid sequence contained in the nucleic acid sample or a complementary 
sequence thereto, at least one mismatch occurs between the nucleic acid fragment and the 
nucleic acid sequence or the complementary sequence thereto, depending on the presence 
or absence of the mutation. 

77. (ORIGINAL) The kit according to claim 76. wherein the primer set allows the 
target nucleic acid sequence to be amplified isothermally. 

78. (ORIGINAL) The kit according to claim 76. wherein thi substance having 
mismatch recognition ability is a mismatch binding protein. 

79. (ORIGINAL) The kit according to claim 78, wherein th^ mismatch binding 
protein is MutS, MSH2. MSH6, or a mbiture of two or more o« them. 

80 (ORIGINAL) The kit according to claim 76, wherein a fust primer included in the 
primer set contains, in its 3' end portion, a sequence (AC) that^ybridizes to a sequence 
(A) located in the 3' end portion of the target nucleic acid sequence, and also contains, on 
the 5- side of the sequence (Ac'), a sequence (B') that hybHdi^ to a complementary 
sequence (Be) to a sequence (B) that is present on the 5" side with respect to the sequence 
(A) in the target nucleic acid sequence. 

8 1 (ORIOTNAL) The kit according to claim 76. wherein a^ second primer included in 
the primer set contains, in its 3' end portion, a sequence (Cc') ,that hybridizes to a 
sequence (C) located in the 3' end portion of a complementary sequence to the target 
nucleic acid sequence, and also contains, on the 5' side of the 'sequence (Ce'); a folded 
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sequence (D-Dc') that contains, on the same strand, two nucleic acid sequences that 
hybricHze to each other. 

82. (ORIGINAL) The kit according to claim 76. wherein the primer set further 
comprises a third primer that hybridizes to the target nucleic aci4 sequence or a 
complementary sequence thereto, and the third primer does not t^ompetc vdtb Other 
primers for hybridization to the target nucleic acid sequence or the complementary 
seqfuence thereto. 

83. (ORIGINAL) The kit according to claim 76, further comprising a polymerase 
having strand displacement ability. 
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RECEIVED 
CENTRALIS 

REMARKS 

The above preliminaiy amendment is made to remove multiple dependencies 
ftom claims 8, 15, 26, 36, 52, 64 and 76. 

Applicants respcctftilly request that the preliminaiy amendment described herein 
be entered into the record prior to calculation of the filing fee and prior to examination 
and consideration of the above-identified application. 

If a telephone conference would be helpful in resolving aiiy issues concerning this 

communication, please contact Applicants* primary attomey-of re,cord, Douglas P. 

Muellet (Reg. No. 30,300), at (61 2) 455.3804. , 

Respectfiilly submitted, 

HAMRE, SCHUMANN, MUELLER &. 
LARSON, P.C. : 
P.O. Box 2902-0902 
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